Supplemental Figure 1 : Determination of cross-talk of TMRM fluorescence on DIBAC(4)3 channel detection and vice versa. Fibroblasts were loaded with either TMRM only (left side), DIBAC4(3) only (middle), or TMRM plus DIBAC4(3) (right side). In each occasion, time-lapse images were recorded in the TMRM channel and DIBAC4(3) channel, while cells were subjected to 10 M diazoxide establishing the K + equilibrium across the plasma membrane, followed by stepwise increments of extracellular [K + ] (exact values indicated on the left side of the panels). Finally, a cell membrane calibration cocktail (CDC) and a mitochondrial membrane depolarization cocktail (MDC) were applied. Averaged fluorescence values of regions of interest (ROIs) placed on the cells are shown in main figure panels 4B and 4C. From these experiments we determined the cross-talk coefficient matrix which was used to perform the spectral un-mixing of TMRM and DIBAC4(3) fluorescence, shown in supplemental figure 2.
LEGENDS TO VIDEOS:
Video "mPT_DsRed2_control_HF_calcimycin_plus_Glc": Time-lapse series of a human fibroblast transfected with DsRed2 undergoing mPT by calcimycin treatment, in the presence of glucose in the media.
Video "mPT_DsRed2_control_HF_calcimycin_no_Glc_plus_CN": Time-lapse series of a human fibroblast transfected with DsRed2 undergoing mPT by calcimycin treatment, in the absence of glucose, and presence of 2-DG and NaCN in the media.
Video "mPT_DsRed2_control_HF_calcimycin_no_Glc_plus_UNC": Time-lapse series of a human fibroblast transfected with DsRed2 undergoing mPT by calcimycin treatment, in the absence of glucose, and presence of 2-DG and SF6847 in the media.
Video "mPT_COBCA_control_HF_calcimycin_plus_Glc": Time-lapse series of human fibroblasts loaded with calcein while the cytosolic signal was quenched by cobalt (cobalt-calcein technique) undergoing mPT by calcimycin treatment, in the presence of glucose in the media.
Video "(mPT_DsRed2_control_HF_H2O2": Time-lapse series of a human fibroblast transfected with DsRed2 undergoing mPT by H 2 O 2 treatment, in the presence of glucose in the media.
Video "mPT_DsRed2_C2C12_shRNA_ANT1": Time-lapse series of a C2C12 myotube transfected with shRNA directed against ANT1 with lentiviruses and DsRed2 undergoing mPT by calcimycin treatment, in the presence of glucose in the media.
Video "mPT_DsRed2_C2C12_scramble_ANT1": Time-lapse series of a C2C12 myotube transfected with scramble RNA with lentiviruses and DsRed2 undergoing mPT by calcimycin treatment, in the presence of glucose in the media.
